.
Microinjection of rabbit zygotes
The protocol used for the microinjection of pronuclear-stage embryos has been described in detail in our previously published study. 1 Briefly, a mixture of mRNA (200 ng/ul) and sgRNA (50 ng/ul) was co-injected into the cytoplasm of pronuclear-stage zygotes.
Single-embryo PCR amplification and rabbit genotyping
The injected embryos were collected at the blastocyst stage. Genomic DNA of each embryo was extracted with an embryo lysis buffer (1% NP40) at 56 °C for 60 minutes and 95 °C for 10 minutes in a Bio-Rad PCR Amplifier. The genomic region surrounding the target site was PCR amplified and cloned into the pGM-T vector (TIANGEN). Both the PCR products and the colonies were sequenced. Genomic DNA was extracted from ear clips of newborn rabbits. The genomic regions surrounding the target site were PCR amplified and then subjected to both Sanger sequencing and deep sequencing. Targeted sites were amplified from genomic DNA using Phusion polymerase (Thermo Fisher Scientific). Paired-end sequencing of PCR amplicons was performed by Sangon Biotech (Shanghai) using an Illumina MiSeq.
All the primers for detection are listed in Supplementary Table S2 .
Off-target assay
The potential off-target sites (POTs) with up to 3-nucleotide mismatches in the rabbit genome for sgRNA were predicted to analyse site-specific edits according to Cas-OFFinder (http://www.rgenome.net/cas-offinder/). 2 Deep sequencing was carried out to analyse the PCR products of the POTs. All the primers for the off-target assay are listed in Supplementary Table S4 .
Haematoxylin and eosin (H&E) staining
The dorsal skin from WT and mutant rabbits was fixed in 4% paraformaldehyde for 48 hours, embedded in paraffin wax and then sectioned for slides. Slides were stained with haematoxylin and eosin (H&E) and viewed under a Nikon ts100
microscope.
Statistical analysis
All data are expressed as the mean ± SEM, with at least three individual determinations in all experiments. The data were analysed with t-tests using GraphPad prism software 6.0. A probability of p < 0.05 was considered statistically significant. *p < 0.05, **p < 0.01, ***p < 0.001, ****p < 0.0001.
Data availability
Sequencing data from this work has been deposited at the Sequence Read
Archive under accession code SRP192541. The authors state that all data necessary for confirming the conclusions presented in this article are represented fully within the article, or can be provided by the authors upon request.
Ethics statement
New Zealand white and Lianshan black rabbits were obtained from the respectively. 
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Supplementary Tables   Table S1 . Summary of the Tyr p.Q68Stop rabbits generated using the hA3A-eBE-N57G system. Table S2 . Primers used for genotyping and site-directed mutation in this study. The N57G mutation sites are shown in red. 
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